Introduction
(PFGE), amplified fragment length polymorphism, single locus and multi-locus 66 sequence typing, and multilocus variable-number tandem repeat analysis (MLVA) (3-7).
67
Real-time PCR-based approaches for identification of neurotoxin genes have also been 68 developed (8-13). Real-time PCR allows for rapid, simple detection, and typing. This 69 approach can be expanded by inclusion of new target sequences to make typing 70 methods more discriminatory. 
MATERIALS AND METHODS

90
Bacterial strains and growth conditions.
91
C. botulinum strains used as reference (n=62) were stored on Microbank beads Lab Diagnostics, Richmond Hill, Canada) at -86°C and archived at the Botulism
93
Reference Service for Canada. Spores were inoculated onto McClung-Toabe 1.5% agar
94
(Difco, Tucker, GA, USA) with 5% egg yolk and 0.5% yeast extract (MTEYE), and 95 allowed to grow for approximately 72 h at 35°C (group I), or at room temperature (group 96 II), in an atmosphere of 10% H2, 10% CO2 and 80% N2. Single colonies were 97 transferred into SPGY broth containing (wt/vol) 5% special peptone (Oxoid Inc., 98 Basingstoke, UK); 0.5% peptone, 2% yeast extract, 0.4% glucose (Difco); 0.1% sodium 99 thioglycolate (Sigma-Aldrich, St. Louis, MO, USA) adjusted to pH 7.2 using HCl. Broth 100 cultures were grown for 24 h at 35°C (group I) or 48 h at room temperature (group II). C.
101
botulinum strains native to Europe (n=210) investigated in this study were cultivated in 102 TPGY medium in anaerobic conditions as described previously (10). Ten C. botulinum 103 strains types C, C-D, D, D-C, and G, were included in the panel of C. botulinum strains.
104
Eighteen strains of other clostridial species were used as non-BoNT producing negative 105 controls (C. butyricum, C. baratii, C. beijerinckii, C. bifermentans, C. chauvoei, C. 106 difficile, C. mangenotii, C. edematiens, C. perfringens type A, C, D, E, C. septicum, C. 107 sordellii, C. spirogenes, C. sporogenes, C. subterminale, and C. tetani Genomic DNA isolation.
116
The DNA of the 62 C. botulinum reference strains encompassing the original 10 flaVR 117 types was isolated as described previously (17) However, it should be noted that these isolates were mostly (95.3%) Group I C. 
